The composition of the essential oils (EO) from leaves and rhizomes of Hedychium coronarium was analyzed both by gas chromatography and gas chromatography-mass spectroscopy. Thirty and thirty-nine compounds were identified, respectively, in the oils from leaves and rhizomes, representing 88% and 86.1% of the whole compositions. Caryophyllene oxide is the major component in rhizomes while 1,8-cineole predominates in leaves oil. Essential oils and major components were tested for trypanocidal activity using procyclic forms of Trypanosoma brucei (427 and 29-13 strains). The cytotoxicity index (CI 50 ), using the MTT colorimetric method, showed that essential oils and 1,8-cineole were inactive (>100 g⋅mL −1 . Nevertheless, caryophyllene oxide revealed a remarkable activity against both T. brucei strains (CI 50 = 65.77 g⋅mL −1 and 24.53 g⋅mL −1 , resp.), and the synergism between caryophyllene oxide plus pentamidine (1 : 1, v/v) highly increased the trypanocidal activity (<1.0 g⋅mL −1 ).
Introduction
As part of our ongoing research, exploring the potential of the Brazilian plant biodiversity as a source of bioactive compounds, we looked now for the trypanocidal proprieties of the essential oils isolated from Hedychium coronarium J. Koenig (Zingiberaceae). H. coronarium is a monocotyledon from the tropical Asia, well adapted in South-America, especially in Brazil, where it is popularly named "lírio-dobrejo" or "gengibre-branco" [1] [2] [3] . It is an invasive weed used by locals for healing bruise injuries, infections, sore throats, rheumatism, diabetes, headaches, and severe pain [1] [2] [3] .
Human African trypanosomiasis (HAT) or sleeping sickness is caused by the parasite Trypanosoma brucei, a flagellate protozoan transmitted by flies of Glossina genus, known as tsetse flies. Trypanosome has two hosts-the insect vector and mammalian host [4] . Due to the great differences among the hosts, the parasite undergoes complex changes during the life cycle that facilitate its survival inside the insect gut or inside the mammalian bloodstream [5] . It also features a unique and notable variable surface glycoprotein (VSG) coat that protects the parasite from the host's immune system. These characteristics contribute to the extraordinary resistance of the trypanosome which contributes to the difficult or ineffective therapies of trypanosomiasis [6] . There are several therapeutic approaches for the disease, however, not entirely efficient, causing severe adverse effects and leading to resistance. Patients usually need to be examined in subsequent years after treatments to certify that parasites were deleted and no resistant strains overcame [7] . The treatment with pentamidine is assumed to be the most effective in the acute infection but it can cause allergic and toxic side effects, most commonly affecting pancreas, with serious hypoglycemia, which, in part, depends on the daily and/or cumulative dose. In cases of brain impairment caused by the parasite, the condition may be irreversible [8] . Thus, there is an urgent need for the development of new effective and safe therapies for trypanosomiasis.
Aiming at developing of novel drugs, natural products emerge as good alternatives for the search of hits and new leading compounds. The ethanolic extract of Hedychium coronarium from the Yanesha (Peru) was proved to be active (IC 50 < 10 g/mL) on Leishmania amazonensis amastigote stages [9] . Essential oils and essential oil constituents have been studied, in the last years, for their activity on several pathogenic protozoan as Giardia sp. [10] [11] [12] , Leishmania sp. [13, 14] , and Trypanosoma sp. [15] [16] [17] [18] [19] [20] . Mechanisms for such activities were not definitively elucidated. However, the impairment of membranes and other protozoa structures and the interference in the redox balance, targeting crucial metabolic pathways and leading to autophagic processes, were suggested as consistent mechanisms to explain the activity of essential oils and some of their constituents.
The chemical composition of the essential oils from leaves and rhizomes of H. coronarium was established and the trypanocidal effects of the oils and their major components, were tested on procyclic forms of Trypanosoma brucei (427 and 29-13 strains). As far as we know, this is the first study dealing with the activity of the essential oils of H. coronarium and its constituents against T. brucei. 
Experimental Section

Preparation of Essential Oils.
Leaves and rhizomes were submitted to gentle air drying at room temperature and then processed independently, leaves were coarsely divided, and rhizomes were cut and crushed. Essential oils were then prepared by hydrodistillation of plant material for 4 hours, using a Clevenger apparatus. Oils were stored at the dark at 4 ∘ C until used. Caryophyllene oxide and 1.8-cineole were acquired from Sigma-Aldrich.
Essential Oil Analysis.
Compositions of essential oils were accessed by means of gas chromatography (GC) and gas chromatography-mass spectroscopy (GC/MS). Analytical from their mass spectra. Retention indices, calculated by linear interpolation relative to retention times of C8-C23 of n-alkanes, were compared with those of reference samples included in the Center for Pharmaceutical Studies, Faculty of Pharmacy, University of Coimbra database. Acquired mass spectra were compared with reference spectra from laboratory database, Wiley/NIST library [21] , and literature data [22, 23] . Relative amounts of individual components were calculated based on GC raw data areas without FID response factor correction.
Trypanocidal Activity. Procyclic forms of T. brucei strains-427 [24] and 29-13 [25]-were grown at 28
∘ C in SDM-79 medium [26] containing 10% fetal bovine serum (Gibco), penicillin (Sigma-Aldrich), and streptomycin (Sigma-Aldrich). Procyclic forms cultures were carried out to obtain the exponential growth phase (1 × 10 6 parasites/mL). Log phase procyclic parasites were frozen at −80 ∘ C with 10% glycerol for storage.
MTT Colorimetric Assay of T. brucei Strains.
Procyclic forms of T. brucei (427 and 29-13 strains) were incubated for 24 hours with the essential oils or with pure compounds for determination of cytotoxicity index (CI 50 ) accessed by the MTT colorimetric assay. This assay is based on the determination of the ability of living cells to reduce 3-(4,5-dimethyl-2-thiazolyl)-2,5-diphenyl-2H-tetrazolium bromide (MTT) to the corresponding formazan. Assays were performed in 96-well plates, according to the methodology described by Mosmann (1983) [27] and modified by Cotinguiba and colaborators (2009) [28] . Each test was made in triplicate. The essential oils and isolated compounds were solubilized in DMSO (dimethyl sulfoxide) (Synth), and at the time of use dilutions were made in different concentrations using SDM-79 medium; the final concentration of the solutions reached 3% DMSO, which does not affect the viability of the parasites. Pentamidine and SDM-79 medium were used as positive and negative controls, respectively.
Results and Discussion
The compositions of the essential oils from leaves and from rhizomes of H. coronarium are described in Table 1 , where compounds are listed in the order of their retention on the SBP-1 column (Figures 1 and 2) .
Thirty-nine components were identified in the oil from rhizomes, representing 86.1% of the whole composition. Monoterpene hydrocarbons and oxygen containing monoterpenes prevail in the rhizomes oil, with 1,8-cineole (31.7%), -terpineol (12.0%), -pinene (11.0%), and terpinen-4-ol (6.8%) as the major constituents. The occurrence of these compounds was previously described [29] [30] [31] . Additionally, the labdane diterpenoid coronarin E was also found at the concentration of 14.1%. The occurrence of diterpenoids in the composition of the rhizomes oil of H. coronarium was never reported.
In the leaves oil, thirty components were identified, representing 88% of the whole composition. The oil is mainly to both Trypanosoma strains, indicating a probable synergic effect. Caryophyllene oxide was previously recognised as one of the key ingredients for the activity of the hexane extract of Serjania yucatanensis against trypomastigotes of Trypanosoma cruzi [32] . Furthermore, cytotoxic effects of caryophyllene oxide on several cellular models due to the inhibition of the mitochondrial electron transport chain [33] and apoptosis induction [34] can also explain our results.
Conclusions
The compositions of the essential oils from leaves and from rhizomes of H. coronarium from Brazil were established. Despite the lack or the feeble trypanocidal activity of these essential oils, the major constituent of the leaves oil, caryophyllene oxide, revealed remarkable potential trypanocidal activity. This activity was strain dependent since it is higher on T. brucei 29-13. Interestingly, a potential synergism between caryophyllene oxide and pentamidine was demonstrated in this study. This can be an issue for further studies using natural compounds as an alternative treatment of chronic parasite diseases.
